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(54) Title: NUCLEIC ACID SEQUENCING BY RAMAN MONITORING OF UPTAKE OF PRECURSORS DURING MOLEC- 
^ ULAR REPLICATION 

(57) Abstract: The methods, compositions and apparatus disclosed herein are of use for nucleic acid sequence determination. The 
^ methods involve isolation of one or more nucleic acid template molecules and polymerization of a nascent complementary strand 
^ of nucleic acid, using a DNA or RNA polymerase or similar synthetic reagent. As the nascent strand is extended one nucleotide at 
£2 a time > me disappearance of nucleotide precursors from solution is monitored by Raman spectroscopy or FRET. The nucleic acid 

sequence of the nascent strand, and the complementary sequence of the template strand, may be determined by tracking the order 
O of incorporation of nucleotide precursors during the polymerization reaction. Certain embodiments concern apparatus comprising a 

reaction chamber and detection unit, of use in practicing the claimed methods. The methods, compositions and apparatus are of use 
^ in sequencing very long nucleic acid templates in a single sequencing reaction. 
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NUCLEIC ACID SEQUENCING BY RAMAN MONITORING OF UPTAKE OF 
PRECURSORS DURING MOLECULAR REPLICATION 

FIELD OF THE INVENTION 

[0001] The present methods, compositions and apparatus relate to the fields of 
molecular biology and genomics. More particularly, the disclosed methods, compositions 
and apparatus concern nucleic acid sequencing. 

BACKGROTJTVn 

[0002J The advent of the human genome project required that improved methods for 
sequencing nucleic acids, such as DNA (deoxyribonucleic acid) and RNA (ribonucleic 
acid), be developed. Genetic information is stored in the form of very long molecules of 
DNA organized into chromosomes. The twenty-three pairs of chromosomes in the human 
genome contain approximately three billion bases of DNA sequence. This DNA sequence 
information determines multiple characteristics of each individual, such as height, eye 
color and ethnicity. Many common diseases, such as cancer, cystic fibrosis, sickle cell 
anemia and muscular dystrophy are based at least in part on variations in DNA sequence. 
[0003] Determination of the entire sequence of the human genome has provided a 
foundation for identifying the genetic basis of such diseases. However, a great deal of 
work remains to be done to identify the genetic variations associated with each disease. 
That would require DNA sequencing of portions of chromosomes in individuals or 
families exhibiting each such disease, in order to identify specific changes in DNA 
sequence that promote the disease. RNA, an intermediary molecule required for 
processing of genetic information, can also be sequenced in some cases to identify the 
genetic bases of various diseases. 

[0004] Existing methods for nucleic acid sequencing, based on detection of 
25 fluorescently labeled nucleic acids that have been separated by size, are limited by the 
length of the nucleic acid that can be sequenced. Typically, only 500 to 1,000 bases of 
nucleic acid sequence can be determined at one time. This is much shorter than the length 
of the functional unit of DNA referred to as a gene, which can be tens or even hundreds of 
thousands of bases in length. Using current methods, determination of a complete gene 

l 
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sequence requires that many copies of the gene be produced, cut into overlapping 
fragments and sequenced, after which the overlapping DNA sequences may be assembled 
into the complete gene. This process is laborious, expensive, inefficient and time- 
consuming. 

5 BRIEF DESCRIPTION OF THE DRAWINGS 

[0005] The following drawings form part of the present specification and are included 
to further demonstrate certain embodiments. Those embodiments may be better 
understood by reference to one or more of these drawings in combination with the detailed 
description of specific embodiments presented herein. 

10 [0006] FIG. 1 illustrates an exemplary apparatus 10 (not to scale) and method for DNA 
sequencing in which a nucleic acid 13 is sequenced by monitoring the uptake of nucleotide 
precursors 17 from solution during nucleic acid synthesis. 

DESCRIPTION OF ILLUSTRATIVE EMBODIMENTS 

[0007] The disclosed methods, compositions and apparatus are of use for the rapid, 
automated sequencing of nucleic acids 13. In particular embodiments, the methods, 
compositions and apparatus are suitable for obtaining the sequences of very long nucleic 
acid 13 molecules of greater than 1,000, greater than 2,000, greater than 5,000, greater 
than 10,000 greater than 20,000, greater than 50,000, greater than 100,000 or even more 
bases in length. In various embodiments, such sequence information may be obtained 
during the course of a single sequencing run, using one molecule of template nucleic acid 
13. In other embodiments, multiple copies of the template nucleic acid molecule 13 may 
be sequenced in parallel or sequentially to confirm the nucleic acid 13 sequence or to 
obtain complete sequence data. In alternative embodiments, both the template strand 13 
and its complementary strand may be sequenced to confirm the accuracy of the sequence 
information. Advantages over prior methods of nucleic acid 13 sequencing include the 
ability to read long nucleic acid 13 sequences in a single sequencing run, greater speed of 
obtaining sequence data, decreased cost of sequencing and greater efficiency in terms of 
the amount of operator time required per unit of sequence data generated. 



15 



20 



25 



2 



NSDOCID: <WO_03027307A2J_> 



10 



WO 03/027307 

PCT/US02/28443 

[0008] In certain embodiments, the nucleic acid 13 to be sequenced is DNA, although it 
is contemplated that other nucleic acids 13 comprising RNA or synthetic nucleotide 
analogs could be sequenced as well. The following detailed description contains 
numerous specific details in order to provide a more thorough understanding of the 
disclosed embodiments. However, it will be apparent to those skilled in the art that the 
embodiments may be practiced without these specific details, m other instances, those 
devices, methods, procedures, and individual components that are well known in the art 
have not been described in detail herein. 

[0009] Certain embodiments are illustrated in FIG. 1 . FIG. 1 shows an apparatus 1 0 for 
nucleic acid 13 sequencing comprising a reaction chamber 1 1 and a detection unit 12. The 
reaction chamber 11 contains a nucleic acid (template) molecule 13 attached to an 
immobilization surface 14 along with a synthetic reagent 15, such as a DNA polymerase. 
A primer molecule 16 that is complementary in sequence to the template molecule 13 is 
allowed to hybridize to the template molecule 13. Nucleotide precursors 17 are present in 
solution in the reaction chamber 11. For synthesis of a nascent DNA strand 16, the 
nucleotide precursors 17 must include at least one molecule each of deoxyadenosine-5'- 
triphosphate (dATP), deoxyguanosine-5 '-triphosphate (dGTP), deoxycytosine-5'- 
triphosphate (dCTP) and deoxythymidine-5 '-triphosphate (dTTP). For synthesis of a 
nascent RNA strand 16, the nucleotide precursors 17 must comprise ATP, CTP, GTP and 
20 uridine-5 '-triphosphate (UTP). 

[0010] To initiate a sequencing reaction, the polymerase 15 adds one nucleotide 
precursor molecule 17 at a time to the 3' end of the primer 16, elongating the primer 
molecule 16. As the primer molecule 16 is extended, it is referred to as a nascent strand 
16. For each round of elongation, a single nucleotide precursor 17 is incorporated into the 

25 nascent strand 16. Because incorporation of nucleotide precursors 17 is determined by 
Watson-Crick base pair interactions with the template strand 13, the sequence of the 
growing nascent strand 16 will be complementary to the sequence of the template strand 
13. In Watson-Crick base pairing, an adenosine (A) residue on one strand is always paired 
with a thymidine (T) residue on the other strand, or a uridine (U) residue if the strand is 

30 RNA. Similarly, a guanosine (G) residue on one strand is always paired with a cytosine 
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(C) residue on the other strand. Thus, the sequence of the template strand 13 may be 
determined from the sequence of the nascent strand 16. 

[0011] FIG. 1 illustrates embodiments in which a single nucleic acid molecule 13 is 
contained in a single reaction chamber 11. In alternative embodiments, multiple nucleic 
5 acid molecules 13, each in a separate reaction chamber 11, may be sequenced 
simultaneously. In such cases, the nucleic acid template 13 in each reaction chamber 11 
may be identical or may be different. In other alternative embodiments, two or more 
template nucleic acid molecules 13 may be present in a single reaction chamber 11. In 
such embodiments, the nucleic acid molecules 13 will be identical in sequence. Where 
10 more than one template nucleic acid 13 is present in the reaction chamber 1 1, the Raman 
emission signals will represent an average of the nucleic acid precursors 17 incorporated 
into all nascent strands 16 in the reaction chamber 11. The skilled artisan will be able to 
correct the signal obtained at any given time for synthetic reactions that either lag behind 
or precede the majority of reactions occurring in the reaction chamber 11, using known 
1 5 data analysis techniques. 

[0012] The skilled artisan will realize that depending on the polymerase molecule 15 
used, the nascent strand 16 may contain some percentage of mis-matched bases, where the 
newly incorporated base is not correctly hydrogen bonded with the corresponding base in 
the template strand 13. In various embodiments, an accuracy of at least 90%, at least 95%, 
20 at least 98%, at least 99%, at least 99-5%, at least 99.8%, at least 99.9% or higher may be 
observed. The skilled artisan will be aware that certain polymerases 15 have an error 
correction activity (also referred to as a 3' exonuclease or proof-reading activity) that acts 
to remove a newly incorporated nucleotide precursor 17 that is incorrectly base-paired to 
the template strand 13 . In various embodiments, polymerases 1 5 with or without a proof- 
25 reading activity may be employed. The skilled artisan will also be aware that certain 
polymerases 15, such as reverse transcriptase, have an inherently high error rate, allowing 
frequent incorporation of mis-matched bases. Depending on the embodiment, a 
polymerase 15 with either a higher or a lower inherent error rate may be selected. In 
certain embodiments, a polymerase 15 with the lowest possible error rate may be used. 
30 Polymerase 15 error rates are known in the art. 
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[0015] In certain embodiments, the molecule dispenser 21 is designed to release each of 
he four nucleotide precursors 17 in equal amounts, calibrated to the rate of synthesis of 
he nascent strand 16. However, nucleic acids 13 do not necessarily exhibit a uniform 
distribution of A, T, G and C residues. In particular, certain regions of DNA molecules 
may b e either AT rich or GC rich, depending on the species from which the DNA is 
obtained and the specific region of the DNA molecule being sequenced. In alternative 
embodiments, the release of nucleotide precursors 17 from the molecule dispenser 21 is 
controlled, so that relatively constant concentrations of each type of nucleotide precursor 
17 are maintained in the reaction chamber 11. Such embodiments may utilize an 
^formation processing and control system that interfaces between the detection unit 12 
and the molecule dispenser 21. 

[0016] In embodiments involving an information processing and control system, such as * 
a computer or microprocessor attached to or incorporating a data storage unit, data may be 
collected from a detector 19, such as a spectrometer or a monochromator array The 
information processing and control system may maintain a database associating specific 
Raman signatures with specific nucleotide precursors 17. The information processing and 
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control system may record the signatures detected by the detector 19 and may correlate 
those signatures with the signatures of known nucleotide precursors 17. The information 
processing and control system may also maintain a record of nucleotide precursor 17 
uptake that indicates the sequence of the template molecule 13. The information - 
5 processing and control system may also perform standard procedures known in the art, 
such as subtraction of background signals. 

[0017] In embodiments involving a molecule dispenser 21 , the addition of nucleotide 
precursors 17 to the reaction chamber 11, simultaneously with the incorporation of 
nucleotide precursors 17 into the nascent strand 16 may result in a complex Raman signal. 

10 In particular embodiments, the synthetic reaction may be allowed to run to completion or 
close to completion before additional nucleotide precursors 17 are added to the reaction 
chamber 11. In alternative embodiments, the addition of nucleotide precursors 17 to the 
reaction chamber 11 may occur simultaneously with incorporation of nucleotide 
precursors 17 into the nascent strand 16. In such embodiments, the information processing 

15 and control system may be used to correct the data on nucleotide precursor 17 
concentration obtained from the Raman emission spectrum for the amount of nucleotide 
precursors 1 7 added by the molecule dispenser 21. 

[0018] In certain embodiments, the reaction chamber 1 1 may contain a single molecule 
of each type of nucleotide precursor 17. In such embodiments, the release of nucleotide 
20 precursors 17 from the molecule dispenser 21 may be tightly linked to the incorporation of 
nucleotide precursors 17 into the nascent strand 16, in order to avoid delays in the 
synthetic reaction due to the absence of a required nucleotide precursor 1 7. 

[0019] Certain embodiments concern synthesis of a nascent strand 16 of DNA. The 
template strand 13 can be either RNA or DNA. With an RNA template strand 13, the 
25 synthetic reagent 15 may be a reverse transcriptase, examples of which are known in the 
art. In embodiments where the template strand 13 is a molecule of DNA, the synthetic 
reagent 15 may be a DNA polymerase, examples of which are known in the art. 

[0020] In other embodiments, the nascent strand 16 can be a molecule of RNA. This 
requires that the synthetic reagent 15 be an RNA polymerase. In these embodiments, no 
30 primer 16 is required. However, the template strand 13 must contain a promoter sequence 
that is effective to bind RNA polymerase 1 5 and initiate transcription of an RNA nascent 
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Definitions 

15 ,0035) As used herein, "a" or "an" may mean one or more than one of an item. 
,,„*, "Nucleic aeid" .3 mens eifher DNA, RNA, single-stranded, 
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«*rn A "nucleic acid" 13 may be of almost any length, from 10, 20, 30, 40, 50, 60, 75, 
[00 27] A nucleoid i y ^ ^ ^ ^ 

U5 00,000, 2,000,000, 5,000,000 or even more bases » length, up 
chromosomal DNA molecule 13. 

• • .w/A T G CcrU) eovalently 
100281 A "nucleoside" is a molecule comprising a base (A, T, <j, v- 
[0028] a "uu derivatives or analogs of 

attached to a pentose sugar such as deoxynbose, nbose or 
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octylglucoside or other detergents known in the art. Alternatively or in addition, 
extraction may use chaotrophic agents such as guanidinium isothiocyanate, or organic 
solvents such as phenol. In some embodiments, protease treatment, for example with 
proteinase K, may be used to degrade cell proteins. Particulate contaminants may be 

5 removed by centrifiigation or ultracentrifugation (for example, 10 to 30 min at about 5,000 
to 10,000 x g, or 30 to 60 min at about 50,000 to 100,000 x g). Dialysis against aqueous 
buffer of low ionic strength may be of use to remove salts or other soluble contaminants. 
Nucleic acids 13 may be precipitated by addition of ethanol at -20°C, or by addition of 
sodium acetate (pH 6.5, about 0.3 M) and 0.8 volumes of 2-propanol. Precipitated nucleic 

10 acids 13 may be collected by centrifugation or, for chromosomal DNA, by spooling the 
precipitated DNA on a glass pipet or other probe. 

[0032] The skilled artisan will realize that the procedures listed above are exemplary 
only and that many variations may be used, depending on the particular type of nucleic 
acid 13 to be sequenced. For example, mitochondrial DNA is often prepared by cesium 
15 chloride density gradient centrifugation, using step gradients, while mRNA is often 
prepared using preparative columns from commercial sources, such as Promega (Madison, 
WI) or Clontech (Palo Alto, C A). Such variations are known in the art. 
[0033] The skilled artisan will realize that depending on the type of template nucleic 
acid 13 to be prepared, various nuclease inhibitors may be used. For example, RNase 
20 contamination in bulk solutions may be eliminated by treatment with diethyl 
pyrocarbonate (DEPC), while commercially available nuclease inhibitors may be obtained 
from standard sources such as Promega (Madison, WI) or BRL (Gaithersburg, MD). 
Purified nucleic acid 13 may be dissolved in aqueous buffer, such as TE (Tris-EDTA) 
(ethylene diamine tetraacetic acid) and stored at -20°C or in liquid nitrogen prior to use. 
25 [0034] In cases where single stranded DNA (ssDNA) 13 is to be sequenced, a ssDNA 
13 may be prepared from double stranded DNA (dsDNA) by standard methods. Most 
simply, dsDNA may be heated above its annealing temperature, at which point . it 
spontaneously separates into ssDNA 13. Representative conditions might involve heating 
at 92 to 95°C for 5 min or longer. Formulas for determining conditions to separate 
30 dsDNA, based for example on GC content and the length of the molecule, are known in 
the art. Alternatively, single-stranded DNA 13 may be prepared from double-stranded 

10 
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molecules 13. A thermal or electric potential, pressure or vacuum can also be used to 
provide a motive force for manipulation of nucleic acids 13. In exemplary embodiments, 
manipulation of template nucleic acids 13 for sequencing may involve the use of a channel 
block design incorporating microfabricated channels and an integrated gel material, as 
5 disclosed in U.S. Patent Nos. 5,867,266 and 6,214,246. 

[0038] In another embodiment, a sample containing the nucleic acid template 13 may be 
diluted prior to coupling to an immobilization surface 14. In exemplary embodiments, the 
immobilization surface 14 may be in the form of magnetic or non-magnetic beads or other 
discrete structural units. At an appropriate dilution, each bead will have a statistical 

10 probability of binding zero or one nucleic acid molecules 13. Beads with one attached 
nucleic acid molecule 13 may be identified using, for example, fluorescent dyes and flow 
cytometer sorting or magnetic sorting. Depending on the relative sizes and uniformity of 
the beads and the nucleic acids 13, it may be possible to use a magnetic filter and mass 
separation to separate beads containing a single bound nucleic acid molecule 13. In other 

15 embodiments, multiple nucleic acids 13 attached to a single bead or other immobilization 
surface 14 may be sequenced. 

[0039] In alternative embodiments, a coated fiber tip 14 may be used to generate single 
molecule nucleic acid templates 13 for sequencing (e.g., U.S. Patent No. 6,225,068). In 
other alternative embodiments, the immobilization surfaces 14 may be prepared to contain 
20 a single molecule of avidin or other cross-linking agent. Such a surface 14 could attach a 
single biotinylated primer 16, which in turn can hybridize with a single template nucleic 
acid 13 to be sequenced. This embodiment is not limited to the avidin-biotin binding 
system, but may be adapted to any coupling systemJaiown in the art. 

[0040] In other alternative embodiments, an optical trap may be used for manipulation 
25 of single molecule nucleic acid templates 13 for sequencing. (E.g., U.S. Patent No. 
5,776,674). Exemplary optical trapping systems are commercially available from Cell 
Robotics, Inc. (Albuquerque, NM), S+L GmbH (Heidelberg, Germany) and P.A.L.M. 
Gmbh (Wolfratshausen, Germany). 

Methods of Immobilization 

30 [0041] In various embodiments, the nucleic acid molecules 13 to be sequenced may be 
attached to a solid surface 14 (or immobilized). Immobilization of nucleic acid molecules 
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photopolymers which contain photoreactive species such as nitrenes, carbenes and ketyl 
radicals capable of forming covalent links with nucleic acid molecules 13 (See U.S. Pat. 
Nos. 5,405,766 and 5,986,076). 

[0045] Bifunctional cross-linking reagents may be of use in various embodiments, such 
5 as attaching, a nucleic acid molecule 13 to a surface 14. The bifunctional cross-linking 
reagents can be divided according to the specificity of their functional groups, e.g., amino, 
guanidino, indole, or carboxyl specific groups. Of these, reagents directed to free amino 
groups are popular because of their commercial availability, ease of synthesis and the mild 
reaction conditions under which they can be applied. Exemplary methods for cross- 
10 linking molecules are disclosed in U.S. Patent Nos. 5,603,872 and 5,401,511. Cross- 
linking reagents include glutaraldehyde (GAD), bifunctional oxirane (OXR), ethylene 
glycol diglycidyl ether (EGDE), and carbodiimides, such as l-ethyl-3-(3- 
dimethylaminopropyl) carbodiimide (EDC). 

Synthetic Reagent 

15 [0046] In certain embodiments, the sequencing reaction involves binding of a synthetic 
reagent 15, such as a DNA polymerase 15, to a primer molecule 16 and the catalyzed 
addition of nucleotide precursors 17 to the 3' end of the primer 16. Non-limiting 
examples of synthetic reagents 15 of potential use include DNA polymerases, RNA 
polymerases, reverse transcriptases, and RNA-dependent RNA polymerases. The 

20 differences between these synthetic reagents 1 5 in terms of their "proofreading" activity 
and requirement or lack of requirement for primers and promoter sequences are discussed 
herein and are known in the art. Where RNA polymerases are used as the synthetic 
reagent 15, the template molecule 13 to be sequenced may be double-stranded DNA. 
[0047] In embodiments using synthetic reagents 15 with proofreading capability, the 

25 release of incorrectly incorporated nucleotide precursors 17 is detected by the detection 
unit 12, and the sequence data is accordingly corrected. In embodiments using synthetic 
reagents 15 without proofreading capability, errors are not corrected. These errors can be 
eliminated by sequencing both strands of the original template 13, or by sequencing 
multiple copies of the same strand 13. Non-limiting examples of polymerases 15 that 
30 could be used include Thennatoga maritima DNA polymerase, AmplitaqFS™ DNA 
polymerase, Taquenase™ DNA polymerase, ThermoSequenase™, Taq DNA polymerase, 
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[0051] Labels for use in embodiments involving Raman spectroscopy are discussed 
above. In other embodiments, the label moiety to be used may be a fluorophore, such as 
Alexa 350, Alexa 430, AMCA (7-amino-4-methylcoumarin-3-acetic acid), BODIPY (5,7- 
dimethyl-4-bora-3a,4a-diaza-s-indacene-3-propionic acid) 630/650, BODIPY 650/665, 

5 BODIPY-FL (fluorescein), BODIPY-R6G (6-carboxyrhodamine), BODIPY-TMR 
(tetramethylrhodamine), BODIPY-TRX (Texas Red-X), Cascade Blue, Cy2 (cyanine), 
Cy3, Cy5,6-FAM (5-carboxyfluorescein), Fluorescein, 6-JOE ^'T-dimethoxy^'S'- 
dichloro-6-carboxyfluorescein), Oregon Green 488, Oregon Green 500, Oregon Green 
514, Pacific Blue, Rhodamine Green, Rhodamine Red, ROX (6-carboxy-X-rhodamine), 

10 TAMRA (N^N^'^-tetramethyl-e-carboxyrhodamine), Tetramethylrhodamine, and Texas 
Red. Fluorescent or luminescent labels can be obtained from standard commercial 
sources, such as Molecular Probes (Eugene, OR). 

Primers 

[0052] Primers 16 may be obtained by any method known in the art. Generally, primers 
15 16 are between ten and twenty bases in length, although longer primers 16 may be 
employed. In certain embodiments, primers 16 are designed to be exactly complementary 
in sequence to a known portion of a template nucleic acid molecule 13, preferably close to 
the attachment site of the template 13 to the immobilization surface 14. Methods for 
synthesis of primers 16 of any sequence, for example using an automated nucleic acid 
20 synthesizer employing phosphoramidite chemistry are known and such instruments may 
be obtained from standard sources, such as Applied Biosystems (Foster City, CA) or 
Millipore Corp. (Bedford ,MA). 

[0053] Other embodiments, involve sequencing a nucleic acid 13 in the absence of a 
known primer binding site. In such cases, it may be possible to use random primers 16, 

25 such as random hexamers or random oligomers of 7, 8, 9, 10, 11, 12, 13, 14, 15 bases or 
greater length, to initiate polymerization of a nascent strand 16. To avoid having multiple 
polymerization sites on a single template strand 13, primers 16 besides those hybridized 
to the template molecule 13 near its attachment site to the immobilization surface 14 may 
be removed before initiating the synthetic reaction. 

30 [0054] This could be accomplished, for example, by using an immobilization surface 14 
coated with a binding agent, such as streptavidin. A complementary binding agent, such 
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as biotin, could be attached ,o the 5' end of «he primer molecntes ,6. After aUowing 
hybndtzntton benveen primer ,6 md ternplate 13 „ ^ ^ primer ^ 

ate no. also bound to the immobilization surface ,4 could be removed. Only those 
prune. ,6 ttntt are hybridized ,o m. temp,ate sttand 13 wii, serve as prime* ,6 for 
template dependent DNA synthesis. In other alternative embodiment, multiple primer 
molecu es 1« may be attached to the immobilization surface ,4. A template motecule ,3 
, added and aflowed ,o hydrogen bond to a complement primer 16. A template 
dependent polymerase 15 .hen acts to ini.ia,e nascent sttand 16. synthesis. 
[0055] Otter .ypes of crosa-linking couM be used to selective,, retein „„,y one primer 
16 per tempfete sttand ,3, such as photoactivateble cmss-hnkers. As discussed above a 
number of crossing agents are known in the ar, and may be used. Cross-linking 
agent may aiso be arched to ,he immobilization surface .4 through linker arms. to avoid 
dte posstWhy of steric hindrance whh me immobilization surface ,4 interfering with 
hydrogen bonding between the primer 16 and template 13. 
15 Reaction Chamber 

[0056, The reaction chamber II is designed to hold me immobilization surface 14 
nucletc acid template 13, primer 16, syrette reageM 15 Md 

an aqueous environment In some embodiment, the reaction chamber 1 1 is designed to 
be tempemmre conttolted, for example by incorporation of PeUetier element or outer 
-0 mefltods known in me art. Memods of conttolling temperatore for tow volume liquids 

TTnlT^lT i*™*"** " k "°™ <* - - CS«, e.g., U.S. Paten. Nos. 
5,038,853, 5,919,622, 6,054,263 and 6,180,372.) 

10057] In certain embodiment, me reaction chamber 1, and any associated fluid 
channels, fo, example, to provide connections to a molecule dispense, 21, to a waste port, 
.o a template 13 loading port, or to a source of symhettc reagent ,5 am manufecttued ta . 
bate,, febrication process, as know, in me fleids of computer chip manufactoro or 
mmrocapilhuy chip manufactore. In some embodiment, toe reaction chamber ,1 and 
Cher component of toe apparatus 10, such as me molecule dispenser 21, may be 
manufactured as a single integrated chip. Such a chip may be manuflmturod by methods 
know , in me art, such as by photoHmograpby and etehing. However, me manuftcttumg 
method is no. .uniting and otiter memods known in me art may be used, such as !aaer 
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ablation, injection molding, casting, or imprinting techniques. Methods for manufacture 
of nanoelectromechanical systems may be used for certain embodiments, such as those 
employing a molecule dispenser 21. (See, e.g., Craighead, Science 290:1532-36, 2000.) 
Microfabricated chips are commercially available from sources such as Caliper 
5 Technologies Inc. (Mountain View, CA) and ACLARA Biosciences Inc. (Mountain 
View, CA). 

[0058] In a non-limiting example, Borofloat glass wafers (Precision Glass & Optics, 
Santa Ana, CA) may be pre-etched for a short period in concentrated HF (hydrofluoric 
acid) and cleaned before deposition of an amorphous silicon sacrificial layer in a plasma- 

10 enhanced chemical vapor deposition (PECVD) system (PEII-A, Technics West, San Jose, 
CA). Wafers may be primed with hexamethyldisilazane (HMDS), spin-coated with 
photoresist (Shipley 1818, Marlborough, MA) and soft-baked. A contact mask aligner 
(Quintel Corp. San Jose, C A) may be used to expose the photoresist layer with one or 
more mask designs, and the exposed photoresist removed using a mixture of Microposit 

15 developer concentrate (Shipley) and water. Developed wafers may be hard-baked and the 
exposed amorphous silicon removed using CF 4 (carbon tetrafluoride) plasma in a PECVD 
reactor. Wafers may be chemically etched with concentrated HF to produce the reaction 
chamber 11 and any channels. The remaining photoresist may be stripped and the 
amorphous silicon removed. 

20 [0059] Access holes may be drilled into the etched wafers with a diamond drill bit 
(Crystalite, Westerville, OH). A finished chip may be prepared by thermally bonding an 
etched and drilled plate to a flat wafer of the same size in a programmable vacuum furnace 
(Centurion VPM, J. M. Ney, Yucaipa, CA). In certain embodiments, the chip may be 
prepared by bonding two etched plates to each other. Alternative exemplary methods for 

25 fabrication of a reaction chamber 1 1 chip are disclosed in U.S. Patent Nos. 5,867,266 and 
6,214,246. 

[0060] To facilitate detection of nucleotide precursors 17 by the detection unit 12, the 
material comprising the reaction chamber 11 may be selected to be transparent to 
electromagnetic radiation at the excitation and emission frequencies used for the detection 
30 unit 12. Glass, silicon, and any other materials that are generally transparent in the 
frequency ranges used for Raman spectroscopy, fluorescence spectroscopy, luminescence 
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spectroscopy, or other forms of spectroscopy may be used for construction of the reaction 
chamber 11. In some embodiments the surfaces of the reaction chamber 11 that are 
opposite the detection unit 12 may be coated with silver, gold, platinum, copper, 
aluminum or other materials that are relatively opaque to the detection unit 12. In that 
position, the opaque material is available to enhance the Raman or other signal, for 
example by surface enhanced Raman spectroscopy, while not interfering with the function 
of the detection unit 12. In alternative embodiments, a mesh comprising silver, gold, 
platinum, copper or aluminum may be placed inside the reaction chamber. 

[0061] In various embodiments, the reaction chamber 1 1 may have an internal volume 
of about 1 picoliter, about 2 picoliters, about 5 picoliters, about 10 picoliters, about 20 
picoliters, about 50 picoliters, about 100 picoliters, about 250 picoliters, about 500 
picoliters, about 1 nanoliter, about 2 nanoliters, 5 nanoliters, about 10 nanoliters, about 20 
nanoliters, about 50 nanoliters, about 100 nanoliters, about 250 nanoliters, about 500 
nanoliters, about 1 microliter, about 2 microliters, about 5 microliters, about 10 
15 microliters, about 20 microliters, about 50 microliters, about 100 microliters, about 250 
microliters, about 500 microliters, or about 1 milliliter. 

Molecule Dispenser 

[0062] The molecular dispenser 21 is designed to release the nucleotide precursors 17 into 
the reaction chamber 11. In certain embodiments, the molecule dispenser 21 may release 

20 each type of nucleotide precursor 17 in equal amounts. In such embodiments, a single 
molecule dispenser 21 may be used to release all four nucleotide precursors 17 into the 
reaction chamber 1 1 . Other embodiments may require that the rate of release of the four 
types of nucleotide precursors 17 be independently controlled. In such embodiments, 
multiple molecule dispensers 21 may be used. In a non-limiting example, four separate 

25 molecule dispensers 21 may be used, each releasing a single type of nucleotide precursor 
1 7 into the reaction chamber 11. 

[0063] In various embodiments, the molecular dispenser 21 may be in the form of a 
pumping device. Pumping devices that may be used include a variety of micromachined 
pumps that are known in the art. For example, pumps having a bulging diaphragm, 
30 powered by a piezoelectric stack and two check valves are disclosed in U.S. Pat. Nos. 
5,277,556, 5,271,724 and 5,171,132. Pumps powered by a thermopneumatic element are 
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disclosed in U.S. Pat. No. 5,126,022. Piezoelectric peristaltic pumps using multiple 
membranes in series, or peristaltic pumps powered by an applied voltage are disclosed in 
U.S. Pat. No. 5,705,018. Published PCT Application No. WO 94/05414 discloses the use 
of a lamb-wave pump for transportation of fluid in micron scale channels. The skilled 
5 artisan will realize that the molecule dispenser 21 is not limited to the pumps disclosed 
herein, but may incorporate any design for the measured disbursement of very low volume 
fluids known in the art. 

[0064] In other embodiments, the molecular dispenser 21 may take the form of an 
electrohydrodynamic pump (e.g., Richter et al., Sensors and Actuators 29:159-165 1991; 

10 U.S. Pat. No. 5,126,022). Typically, such pumps employ a series of electrodes disposed 
across one surface of a channel or reaction/pumping chamber. Application of an electric 
field across the electrodes results in electrophoretic movement of charged species in the 
sample. Indium-tin, oxide films may be particularly suited for patterning electrodes on 
substrate surfaces, for example a glass or silicon substrate. These methods can also be 

15 used to draw nucleotide precursors 17 into the reaction chamber 11. For example, 
electrodes may be patterned on the surface of the molecule dispenser 21 and modified with 
suitable functional groups for coupling nucleotide precursors 17 to the surface of the 
electrodes. Application of a current between the electrodes on the surface of the molecule 
dispenser 21 and an opposing electrode results in electrophoretic movement of the 

20 nucleotide precursors 17 into the reaction chamber 11. 

[0065] In certain embodiments, the molecular dispenser 21 may be designed to dispense a 
single nucleotide precursor 17 at a time. In other embodiments, the molecular dispenser 
21 may be designed to dispense nucleotide precursors 17 in volumes of about 1 picoliter, 
about 2 picoliters, about 5 picoliters, about 10 picoliters, about 20 picoliters, about 50 

25 picoliters, about 100 picoliters, about 250 picoliters, about 500 picoliters, about 1 
nanoliter, about 2 nanoliters, 5 nanoliters, about 10 nanoliters, about 20 nanoliters, about 
50 nanoliters, about 100 nanoliters, about 250 nanoliters, about 500 nanoliters, about 1 
microliter, about 2 microliters, about 5 microliters, about 10 microliters, about 20 
microliters or about 50 microliters 

30 Detection Unit 

Embodiments Involving Raman Spectroscopy 
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[0066] In some embodiments, the detection unit 12 is designed to detect and quantify 
nucleotide precursors 17 by Raman spectroscopy. Various methods for detection of 
nucleot,de precursors 17 by Raman spectroscopy are known in the art. (See e . US 
Patent Nos. 5,306,403; 6,002,471; 6,174,677). Variations on surface enhanced Raman 
spectroscopy (SERS) or surface enhanced resonance Raman spectroscopy (SERRS) have 
been disclosed. In SERS and SERRS, the sensitivity of the Raman detection is enhanced 
by a factor of 10* or more for molecules adsorbed on roughened metal surfaces, such as 
silver, gold, platinum, copper or aluminum surfaces. 

[0067] A non-limiting example of a detection unit 12 is disclosed in U.S. Patent No 
6,002,471. In this embodiment, the excitation beam 20 is generated by either a NdrYAG 
laser 18 at 532 nm wavelength or a Tirsapphire laser 18 at 365 nm wavelength. Pulsed 
laser beams 20 or continuous laser beams 20 may be used. The excitation beam 20 passes 
through confocal optics and a microscope objective, and is focused onto the reaction 
chamber 11. The Raman emission light from the nucleotide precursors 17 is collected by 
the microscope objective and the confocal optics and is coupled to a monochromator 19 
for spectral dissociation. The confocal optics includes a combination of dichroic filters 
bamer filters, confocal pinholes, lenses, and mirrors for reducing the background signal' 
Standard full field optics can be used as well as confocal optics. The Raman emission 
signal is detected by a Raman detector 19. The detector 19 includes an avalanche 
photodiode interfaced with a computer for counting and digitization of the signal. In 
certain embodiments, a mesh comprising silver, gold, platinum, copper or aluminum may 
be mcluded in the reaction chamber 11 to provide an increased signal due to surface 
enhanced Raman or surface enhanced Raman resonance. 

[0068] Alternative embodiments of detection units 12 are disclosed, for example in 
U.S. Patent No. 5,306,403, including a Spex Model 1403 double-grating 
spectrophotometer 19 equipped with a gallium-arsenide photomultiplier tube (RCA Model 
C3I034 or Burle Industries Model C3103402) operated in the single-photon counting 
mode. The excitation source 18 is a 514.5 nm line argon-ion laser from SpectraPhysics, 
Model 166, and a 647.1 nm line of a krypton-ion laser (Innova 70, Coherent). 
30 [0069] Alternative excitation sources 18 include a nitrogen laser (Laser Science Inc.) at 
337 nm and a helium-cadmium laser (Liconox) at 325 nm (U.S. Patent No. 6,174,677). 
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The excitation beam 20 may be spectrally purified with a bandpass filter (Corion) and may 
be focused on the reaction chamber 1 1 using a 6X objective lens (Newport, Model L6X). 
The objective lens may be used to both excite' the nucleotide precursors 17 and to collect 
the Raman signal, by using a holographic beam splitter (Kaiser Optical Systems, Inc., 

5 Model HB 647-26N18) to produce a right-angle geometry for the excitation beam 20 and 
the emitted Raman signal. A holographic notch filter (Kaiser Optical Systems, Inc.) may 
be used to reduce Rayleigh scattered radiation. Alternative Raman detectors 19 include an 
ISA HR-320 spectrograph equipped with a red-enhanced intensified charge-coupled 
device (RE-ICCD) detection system (Princeton Instruments). Other types of detectors 19 

10 may be used, such as charged injection devices, photodiode arrays or phototransistor 
arrays. 

[0070] Any suitable form or configuration of Raman spectroscopy or related techniques 
known in the art may be used for detection of nucleotides 16, 104, including but not 
limited to normal Raman scattering, resonance Raman scattering, surface enhanced Raman 

15 scattering, surface enhanced resonance Raman scattering, coherent anti-Stokes Raman 
spectroscopy (CARS), stimulated Raman scattering, inverse Raman spectroscopy, 
stimulated gain Raman spectroscopy, hyper-Raman scattering, molecular optical laser 
examiner (MOLE) or Raman microprobe or Raman microscopy or confocal Raman 
microspectrometry, three-dimensional or scanning Raman, Raman saturation 

20 spectroscopy, time resolved resonance Raman, Raman decoupling spectroscopy or UV- 
Raman microscopy. 

Embodiments Involving FRET 

[0071] In certain alternative embodiments, the nucleotide precursors 17 may be 
identified and quantified using fluorescence resonance energy transfer (FRET). FRET is a 

25 spectroscopic phenomenon used to detect proximity between a donor molecule and an 
acceptor molecule. The donor and acceptor pairs are chosen such that fluorescent 
emission from the donor overlaps the excitation spectrum of the acceptor. When the two 
molecules are associated (at a distance of less than 100 Angstroms), the excited-state 
energy of the donor is transferred non-radiatively to the acceptor and the donor emission is 

30 quenched. If the acceptor molecule is a fluorophore then its emission is enhanced. 
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Compositions and methods for use of FRET with oligonucleotides are known in the art 
(e.g., U.S. Patent No. 5,866,366). 

[0072] Molecules that are frequently used as tags for FRET include fluorescein 5- 
oarboxyfluorescein (FAM), 27--dimethox T -4-5--dichIoro-6-carbox yfl uore S cein (JOE) 

^T^ 6 ^ b0Xyrh ° damine ^ ^Wetramethy^-carboxyrhodamine 
m^n ) ; 6 - Carb ° Xy - X - rh0damine W*. ^•-du.ethylaminophenylazo) benzoic acid 
(DABCYL), and S^'-aminoethyDaminonaphthalene-I-sulfonic acid (EDANS) Other 
potential FRET donor or acceptor molecuies are known in the art (See U.S. Patent No 
5,866,336, Table 1). The skilled artisan will be familiar with the selection of pairs of tag 
molecules for FRET (U.S. Patent No. 5,866,336). 

10073] In embodiments involving FRET, the donor and acceptor molecules may be 
covalently or non-covaleptly attached to various constituents of the sequencing apparatus 
10 In certain embodiments, the donor or acceptor molecules may be attached to the 
nucleotide precursors 17, to the template strand 13, or to the polymerase 15. 
10074] In certain embodiments, the donor molecule may be attached to the template 
strand 13 and the acceptor molecules attached to the nucleotide precursors 17 In this 
case, each type of nucleotide precursor 17 should be attached to an acceptor molecule with 
a d 1S tmguishable emission spectrum, while the donor molecule should be selected to have 
a broad emission spectrum that overlaps with the excitation spectra for all four of the 
acceptor molecules. Multiple donor molecules will be present on the template strand 13 
for example in the form of fluorescent intercalating agents that insert into double-stranded 
nucleic acids. In alternative embodiments, the donor molecules may be covalently 
attached to the template strand 13, in a position that does not interfere with base pair 
formation. Upon excitation, the multiple donor molecules will transfer their energy to the 
acceptor tag molecules attached to the nucleotide precursors 17, resulting in an enhanced 
emxss.on signal from the acceptor molecules. Because the strength of the signal 
enhancement decreases rapidly with distance, the greatest signal enhancement will occur 
for nucleotide precursors 17 that are incorporated into the nascent strand 16, while 
nucleotide precursors 17 that are free in solution within the reaction chamber 11 should 
show relatively weak signal enhancement. The wavelength of the excitation beam 20 may 
be selected to maximally excite the donor molecules, while only weakly exciting the 
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acceptor molecules. In this case, only nucleotide precursors 1 7 that are incorporated into 
the nascent strand 16 will produce a detectable fluorescent signal. As each nucleotide 
precursor 17 is incorporated into the nascent strand 16, the signal from its donor tag will 
be detected. 

5 [0075] In certain embodiments, the template nucleic acid 13 to be sequenced may be 
held within the field of view of a fluorescence microscope by methods known in the art, 
for example by use of an optical trap (e.g., U.S. Patent No. 6,136,543). A non-limiting 
example of a fluorescence microscope that may be used is an inverted phase-contrast and 
incident-light fluorescence microscope (IMT2-RFC, Olympus Co., Ltd.), using an oil- 

10 immersed 100 power lens (PIan.multidot.Apochromat.times.100, 1.40 NA, Olympus Co., 
Ltd.) The excitation beam 20 may be emitted by a laser 18, as discussed above.. 
Fluorescence emission may be collected through the objective lens, using appropriate 
filters, and detected using any sensitive fluorescence detector 19, such as a CCD device, 
photodiodes, photomultiplier tubes, or the equivalent. 

15 [0076] In alternative embodiments, the donor molecule may be attached to the 
polymerase 15. As discussed above, each type of nucleotide precursor 17 should have a 
distinguishable acceptor molecule and the emission spectrum of the donor should overlap 
the excitation spectra of each of the acceptor molecules. Fluorescent detection may be 
performed as discussed in the embodiments involving a donor tagged template nucleic 

20 acid 13. Because the number of donor molecules will be substantially less than with the 
template 13 labeling method, the magnitude of signal enhancement for the acceptor 
molecules should be lower. However, in this embodiment the fluorescence resonance 
transfer should be limited to nucleotide precursors 17 that are either at or are close to the 
catalytic site of the polymerase 15. The donor molecule should be attached close to the 

25 catalytic site, but in a position where it will not interfere with the polymerase activity of 
the synthetic reagent 15. In this embodiment, a much less complicated FRET signal 
should be detected. 

Information Processing and Control System and Data Analysis 

[0077] In certain embodiments, the sequencing apparatus 10 may comprise an information 
30 processing and control system. The embodiments are not limiting for the type of 
information processing and control system used. An exemplary information processing 
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and control system may incorporate a computer comprising a bus for communicating 
.reformation and a processor for processing information. In one embodiment, the 
processor is selected from the Pentium® family of processors, including without limitation 
the Pentium® U family, the Pentium® III family and the Pentium® 4 family of processors 
available from Intel Corp. (Santa Clara, CA). In alternative embodiments, the processor 
may be a Celeron®, an Itanium®, or a Pentium Xeon® processor (Intel Corp Santa 
Clara, CA). In various other embodiments, the processor may be based on Intel® 
architecture, such as Intel® IA-32 or Intel® IA-64 architecture. Alternatively, other 
processors may be used. 

[0078] The computer may further comprise a random access memory (RAM) or other 
dynaimc storage device, a read only memory (ROM) and/or other static storage and a data 
storage device such as a magnetic disk or optical disc and its corresponding drive The 
mformation processing and control system may also comprise other peripheral devices 
known in the art, such a display device (e.g., cathode ray tube or Liquid Crystal Display) 
an alphanumeric input device (e.g., keyboard), a cursor control device (eg. mouse' 
trackball, or cursor direction keys) and a communication device (e.g., modem, network 
interface card, or interface device used for coupling to Ethernet, token ring, or other types 
of networks). 

[0079] In particular embodiments, the detection unit 12 may also be coupled to the bus 
Data from the detection unit 12 may be processed by the processor and the data stored in 
the mam memory. Data on emission profiles for standard nucleotide precursors 17 may 
also be stored in main memory or in ROM. The processor may compare the emission 
spectra from nucleotide precursors 17 in the reaction chamber 11 to identify the type of 
nucleotide precursor 17 incorporated into the nascent strand 16. The main memory may 
also store the sequence of nucleotide precursors 17 disappearing from the reaction 
chamber 1 1 . The processor may analyze the data from the detection unit 12 to determine 
the sequence of the template nucleic acid 1 3 

[0080] It is appreciated that a differently equipped information processing and control 
system than the example described above may be used for certain implementations. 
Therefore, the configuration of the system may vary in different embodiments. It should 
also be noted that, while the processes described herein may be performed under the 
control of a programmed processor, in alternative embodiments, the processes may be 
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fully or partially implemented by any programmable or hardcoded logic, such as Field 
Programmable Gate Arrays (FPGAs), TTL logic, or Application Specific Integrated 
Circuits (ASICs), for example. Additionally, the method may be performed by any 
combination of programmed general purpose computer components and/or custom 
5 hardware components. 

[0081] Following the data gathering operation, the data will typically be reported to a data 
analysis operation. To facilitate the. analysis operation, the data obtained by the detection 
unit 12 will typically be analyzed using a digital computer. Typically, the computer will 
be appropriately programmed for receipt and storage of the data from the detection unit 

10 12, as well as for analysis and reporting of the data gathered. In certain embodiments, this 
may involve determining the concentration of nucleotide precursors 17 in the reaction 
chamber 1 1 from the Raman data and subtracting background Raman signals. 
[0082] In certain embodiments, the information processing and control system may 
control the amount of nucleotide precursors 17 that are dispensed into the reaction 

15 chamber 11. In such embodiments, the information processing and control system may 
interface between the detection unit 12 and the molecule dispenser 21, to regulate the 
release of nucleotide precursors 17 by the molecule dispenser 21 to approximately match 
the rate of incorporation of nucleotide precursors 17 into the nascent strand 16. 
[0083] In certain embodiments, custom designed software packages may be used to 

20 analyze the data obtained from the detection unit 12. In alternative embodiments, data 
analysis may be performed, using an information processing and control system and 
publicly available software packages. Non-limiting examples of available software for 
DNA sequence analysis include the PRISM™ DNA Sequencing Analysis Software 
(Applied Biosystems, Foster City, CA), the Sequencher™ package (Gene Codes, Ann 

25 Arbor, MI), and a variety of software packages available through the National 
Biotechnology Information Facility at website www.nbif.org/linlcs/1.4.1.php. 
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CLAIMS 

What is claimed is: 

1) An apparatus comprising: 

a) a reaction chamber to contain one. or more nucleic acid molecules attached to 
5 an immobilization surface; and 

b) a detection unit comprising an excitation source and a Raman detector. 

2) The apparatus of claim 1, wherein the reaction chamber contains a single nucleic 
acid molecule attached to an immobilization surface. 

3) The apparatus of claim 1, wherein the reaction chamber contains a silver, gold, 
10 platinum, copper or aluminum mesh. 

4) The apparatus of claim 1, further comprising a molecule dispenser. 

5) The apparatus of claim 1, further comprising an information processing and control 
system. 

6) The apparatus of claim 5, further comprising a data storage unit 

15 7) The apparatus of claim 4, wherein the reaction chamber and molecule dispenser are 
part of an integrated chip. 

8) The apparatus of claim 2, further comprising: (i) nucleotide precursors; (ii) a 
synthetic reagent; and (Hi) one or more primers. 

9) The apparatus of claim 1, wherein the excitation source is a laser. 

20 10) The apparatus of claim 1, wherein the Raman detector is a spectrometer or a 
monochromator. 

11) An apparatus comprising: 

a) a reaction chamber, the reaction chamber containing a synthetic reagent, 
nucleotide precursors and a single template nucleic acid molecule attached to 

25 an immobilization surface; and 

b) a detection unit comprising an excitation source and a Raman detector. 

12) The apparatus of claim 1 1 5 further comprising a primer. 
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13) The apparatus of claim 11, further comprising a molecule dispenser. 

14) The apparatus of claim 11, further comprising an information processing and 
control system. 

15) The apparatus of claim 11, wherein the reaction chamber contains a silver, gold, 
5 platinum, copper or aluminum mesh. 

16) The apparatus of claim 13, wherein the reaction chamber and molecule dispenser 
are part of an integrated chip. 

17) The apparatus of claim 1 1, wherein the excitation source is a laser. 

18) The apparatus of claim 11, wherein the Raman detector is a spectrometer or a 
10 monochromator. 

19) A method of sequencing nucleic acid molecules comprising: 

a) preparing a single template nucleic acid molecule; 

b) inserting the template nucleic acid molecule into a reaction chamber; 

c) synthesizing a complementary nucleic acid molecule from nucleotide 
15 precursors with a synthetic reagent; and 

d) monitoring the order of incorporation of nucleotide precursors into the 
complementary nucleic acid molecule by Raman spectroscopy. 

20) The method of claim 19, wherein a tag molecule is attached to each nucleotide 
precursor. 

20 21) The method of claim 19, wherein the nucleotides are monitored by surface 
enhanced Raman scattering, surface enhanced resonance Raman scattering, stimulated 
Raman scattering, inverse Raman, stimulated gain Raman spectroscopy, hyper-Raman 
scattering or coherent anti-Stokes Raman scattering. 

22) The method of claim 19, wherein the synthetic reagent is a DNA polymerase. 

25 23) The method of claim 22, further comprising adding a primer, wherein the primer is 
complementary in sequence to a portion of the template nucleic acid molecule. 

24) The method of claim 23, wherein the primer is complementary to the 5' end of the 
template nucleic acid molecule. 

28 
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25) The method of claim 19, wherein the template nucleic acid molecule is attached to 
an immobilization surface. 

26) The method of claim 25, wherein the template nucleic acid molecule is attached to 
the immobilization surface through a linker arm. 

27) The method of claim 23, wherein the primer is attached to an immobilization 
surface. 

28) A method of sequencing nucleic acid molecules comprising: 

a) preparing a single template nucleic acid molecule; 

b) inserting the template nucleic acid molecule into a reaction chamber; 

c) synthesizing a complementary nucleic acid molecule from nucleotide 
precursors with a synthetic reagent; and 

d) monitoring the order of incorporation of nucleotide precursors into the 
complementary nucleic acid molecule by fluorescence resonance energy 
transfer (FRET) spectroscopy. 

15 29) The method of claim 28, wherein a donor tag molecule is attached to the synthetic 
reagent and distinguishable acceptor tag molecules are attached to each type of nucleotide 
precursor. 

30) The method of claim 28, wherein one or more donor tag molecules are attached to 
the template nucleic acid molecule and distinguishable acceptor tag molecules are attached 
20 to each type of nucleotide precursor. 
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